A hallmark of Alzheimer's disease (AD) is the accumulation of oligomeric amyloid-β (Aβ) peptide, which may be primarily responsible for neuronal dysfunction. Insulin signaling provides a defense mechanism against oligomer-induced neuronal loss. We previously described the neuroprotective role of matrix metalloproteinase 9 (MMP-9) in decreasing the formation of Aβ oligomers. In the present study, we examined the role of MMP-9 on the insulin survival pathway in primary hippocampal cultures and hippocampal cell extracts from 3 month-old wild type, AD (5XFAD), MMP-9-overexpressing (TgMMP-9), and double transgenic mice (5XFAD/TgMMP-9). The data demonstrate that the insulin pathway was compromised in samples from 5XFAD mice, when compared to the wild type and TgMMP-9. This was due to enhanced phosphorylation of IRS1 at Serine 636 (pIRS1-Ser636), which renders IRS1 inactive and prevents insulin-mediated signaling. In 5XFAD/TgMMP-9 samples, the insulin survival pathway was rescued through enhanced activation by phosphorylation of IRS1 at Tyrosine 465 (pIRS1-Tyr465), downstream increased phosphorylation of Akt and GSK-3β, and decreased phosphorylation of JNK kinase. Oligomeric Aβ levels decreased and BDNF levels increased in 5XFAD/TgMMP-9 mice, compared to 5XFAD mice. Our findings indicate that overexpression of MMP-9 rescued insulin survival signaling in vitro and in early stages in the 5XFAD model of AD.
insulin binds to its receptor and activates insulin substrate-1 (IRS1) via phosphorylation at Tyrosine residue 465 (pIRS1-Tyr465). In turn, this phosphorylation promotes the neurotrophic effects of insulin by activating cell survival Akt/PKB kinase (Akt). One mode of action of Akt involves the phosphorylation and subsequent inactivation of Glycogen Synthase Kinase-3β (GSK-3β), an enzyme associated with the hyper-phosphorylation of the Tau protein, another pathological marker of the disease 15, 16 .
In early stages of AD, Aβ were reported to accumulate in post-synaptic areas leading to stimulation of pro-apoptotic pathways due to activation of the c-Jun N-terminal kinase (JNK) pathway; this results in phosphorylation of IRS1 at Serine residue 636 (pIRS1-Ser636), which renders IRS1 inactive and suppresses the stimulatory effect of insulin 17 . In later stages of AD this modification results in severe memory impairment and eventually cell death due to IR removal from the neuronal surface 17, 18 . Hence, stimulation of the insulin signaling pathway is a plausible mechanism of protection against Aβ oligomer-induced synapse loss.
Matrix metalloproteinases (MMPs) belong to a family of zinc bound proteolytic enzymes responsible for the remodeling of the extracellular matrix 19 . Matrix metalloproteinase 9 (MMP-9), along with other matrix metalloproteinases, has been reported to play a role in the configuration of synaptic connections (i.e., neural plasticity) by degrading cell adhesion molecules and thus weakening neural extracellular scaffolds. Subsequently, this allows for the formation of new synaptic connections resulting in new neural pathways [20] [21] [22] . In AD, MMP-9 has been extensively studied due to its potential role in amyloid clearance, since it was shown to degrade Aβ peptides in vitro and in vivo [23] [24] [25] . In this aspect we have previously reported that MMP-9 has a neuroprotective role in vitro and in vivo, by decreasing the formation of Aβ oligomers and by increasing the levels of neurotrophic factors, such as BDNF [26] [27] [28] [29] .
In the present study we examined the role of MMP-9 on key components of the insulin survival pathway. Our experimental approaches included examination of these components in primary hippocampal cell cultures isolated from wild type, TgMMP-9, 5XFAD and 5XFAD/TgMMP-9 mice and in hippocampal extracts from 3 month-old animals of the same genotype. Our data demonstrate that overexpression of MMP-9 exerts beneficial effects by preventing the AD-related impairment of the insulin survival pathway in early stages of AD.
Results
Overexpression of MMP-9 enhanced IRS1 activation. IRS1 phosphorylation is a critical step for the normal function of the insulin survival pathway. When IRS1 is phosphorylated at Tyrosine residues the insulin pathway is activated, whereas when it is phosphorylated at Serine residues its activation is inhibited, thus inhibiting the IR-mediated survival signaling. We initially investigated the phosphorylation levels of IRS1 at Serine-636 (pIRS1-Ser636) in all mouse genotypes. The results in Fig. 1 demonstrate that 5XFAD mice had significantly increased levels of pIRS1-Ser636 compared to their wild type littermates in both primary hippocampal cell cultures ( Fig. 1A ) and hippocampal extracts from 3 month-old mice (Fig. 1B ). This effect, however, was not observed in MMP-9 overexpressing mice where pIRS1-Ser636 levels were reduced in 5XFAD/TgMMP-9 and TgMMP-9 mice to normal levels. No differences in the expression of total IRS1 was observed in primary neuronal cultures or in the hippocampal extracts of all types of mice examined. Similarly, no changes were detected in the expression of IR in all four genotypes (Fig. 1C,D) .
In parallel, and consistent with the expected insulin resistance which was associated with pIRS1-Ser636, a significant decrease in activating phosphorylation levels of IRS1 at Tyrosine-465 (pIRS1-Tyr465) was observed. Immunofluorescence labeling of NeuN-positive hippocampal neurons isolated from 5XFAD mice revealed 50% reduction in the levels of pIRS1-Tyr465 compared to the wild type mice, whereas in the presence of MMP-9 in 5XFAD/TgMMP-9 and TgMMP-9 mice, pIRS1-Tyr465 phosphorylation remained within normal range ( Fig. 2A ). Similar results were obtained in situ by immunofluorescence labeling of the CA1 hippocampal area of 3 month-old mice which was also stained with anti-NeuN antibody, thus confirming the presence of pIRS1-Tyr465 in neuronal cells ( Fig. 2B ).
MMP-9 overexpression increased Akt and GSK-3β phosphorylation levels. Downstream the IR
pathway, modulation of IRS1 affects directly the PI3-K/Akt signaling, which is pivotal for cell survival and normal cell function 30 . Decreased Akt activity was reported to reduce GSK-3β phosphorylation, which is implicated in neurodegeneration in AD 31 . To investigate the effect of MMP-9 in signaling kinases downstream the IRS1, we examined the phosphorylation levels of Akt at Serine 473 (pAkt) and GSK-3β-pSer9 (pGSK-3β) in primary hippocampal neurons ( Fig. 3A ,C) and in hippocampal extracts of 3 month-old mice (Fig. 3B,D) . As shown in Fig. 3 , a significant decline in hippocampal pAKT and pGSK-3β levels was observed in 5XFAD mice compared to wild type mice. In MMP-9 overexpressing mice however, this decrease in Akt and GSK-3β phoshorylation was prevented.
MMP-9 overexpression is linked with TrkB activation via increased expression of BDNF. It has
previously been reported that MMP-9 overexpression leads to maturation of neurotrophic BDNF, an activator of the Tropomyosin B receptor (TrkB) 32 . Moreover, IRS1 activation has been shown to be also regulated by Trk activation 33 . Hence, we examined whether activation of TrkB by Tyrosine phosphorylation due to overexpression of MMP-9 mediates the activation of IRS1. The obtained data indicated that in 5XFAD mice, phosphorylation of TrkB was significantly reduced compared to wild type mice, while its phosphorylation levels were maintained to normal levels in samples from TgMMP-9 and 5XFAD/TgMMP-9 both in primary hippocampal neurons ( Fig. 4A ) and in hippocampal extracts from 3 month-old animals (Fig. 4B ). In sequence, we examined changes in the levels of BDNF. The data presented in Fig. 4 demonstrate that in primary hippocampal cells ( Fig. 4C ) and hippocampal extracts ( Fig. 4D ) of 5XFAD animals, significantly lower levels of BDNF were detected compared to wild type animals, an effect that was aborted in 5XFAD/TgMMP-9 mice.
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To further prove that the activation of IRS1 is modulated by BDNF directly, 100 ng/ml of recombinant BDNF was added to primary cultured cells of 5XFAD mice and pIRS1-Tyr465 and pGSK3-β levels were compared to untreated cells of animals of the same genotype. We observed a significant increase in pIRS1-Tyr465 levels (Fig. 5A ) followed by an increase in the levels of pGSK3-β ( Fig. 5B ) compared to untreated cells.
MMP-9 overexpression reduced hippocampal phosphorylation of JNK and protected against cell apoptosis.
In peripheral insulin resistance, JNK is one of the most important stress-activated kinases, which is involved in IRS1 Serine phosphorylation 34 . Similarly to these mechanisms, a key role of JNK activation in neuronal insulin resistance in the presence of Aβ oligomers was recently demonstrated 35 . We previously reported Figure 1 . Representative Western blots of protein samples from primary hippocampal cell lysates (A,C) and hippocampal homogenates from 3 month-old mice (B,D) of WT, 5XFAD, 5XFAD/TgMMP-9 and TgMMP-9 mice. Equal amounts of total protein were analysed on 7.5% SDS-PAGE gels and immunoblotted with primary antibodies against pIRS1-Ser636, IRS1 and IR. To ensure equal loading, membranes were re-probed against β-Tubulin or β-Actin. Graphs depict densitometric quantification of phosphorylated proteins normalized to their respective total protein levels and total protein levels to their housekeeping gene. n = 8-12 (A), n = 11-14 (C), n = 7-10 (B), n = 5-12 (D). All data are presented as mean ± SEM (*p < 0.05, **p < 0.01, ***p < 0.001). Lanes were run on the same gel but were noncontiguous. Full-length images are presented in the Supplementary Information.
that overexpression of MMP-9 significantly reduced Aβ oligomers in the brain of 7 month-old 5XFAD mice 29 . Thereby, we investigated the effect of MMP-9 overexpression on the phosphorylation of JNK in our examination system. As shown in Fig. 6 , hippocampal levels of pJNK were significantly increased in cultured primary neurons of 5XFAD mice ( Fig. 6A) , an effect accompanied with increased cell apoptosis compared to wild type mice, as detected with TUNEL assay (Fig. 6B ). In cultured cells of 5XFAD/TgMMP-9 mice, however, JNK phosphorylation levels remained within normal levels and cell apoptosis was significantly lower compared to 5XFAD mice ( Fig. 6A,B) . Similarly, in hippocampal extracts from 3 month-old mice of 5XFAD/TgMMP-9 mice, we detected significantly lower pJNK levels compared to 5XFAD mice ( Fig. 6C) , presumably attributed to a significant reduction in Aβ oligomers levels ( Fig. 6D ).
Discussion
Insulin survival pathway impairment caused by Aβ oligomers is considered a key event in the pathogenesis of AD during the early stages of the disease 17 . Therefore, there is a growing need to develop strategies in order to counterbalance their compromising effects on insulin survival-related proteins. In the present study, we suggest a dual mechanism of neuroprotective action which is attributed to overexpression of MMP-9.
The obtained data indicate that in 5XFAD mice, which are well studied animal models of AD, the IR-mediated insulin survival pathway is severely compromised due to halting of IRS1 activity. This effect is caused by an increase in phosphorylation at pIRS1-Ser636 and a respective decrease in phosphorylation in pIRS1-Tyr465, without affecting IRS1 levels. Our observations are in accordance with findings from a previous study, in which treatment of primary rat hippocampal cell cultures with exogenous Aβ oligomers lead to enhanced pIRS1-Ser636 with a concomitant reduction of pIRS1-Tyr465 35 . pIRS1-Ser636 was also observed to be substantially enhanced in our samples from 5XFAD mice. This effect was prevented in the 5XFAD/TgMMP-9 mouse model, indicating that MMP-9 either provides a stimulus towards IRS1 activation via pIRS1-Tyr465 or impedes the inhibitory phosphorylation of IRS1 by interfering with the formation of Aβ oligomers.
It is worth noting that phosphorylation levels of IRS1 at Ser636 or Tyr465 were not changed in the TgMMP-9 mouse compared to its wild type littermate, indicating that enhanced expression of MMP-9 did not suffice by itself to cause IRS1 modifications. Moreover, the expression of IRS1 or IR was not significantly altered in TgMMP-9 or 5XFAD/TgMMP-9 mice. This finding further indicates that MMP-9 does not exert its action via directly interacting with IR or IRS1. Furthermore, previous studies showed that in primary hippocampal cultures total IR levels were not changed following treatment with Aβ oligomers; the suggestion was made that a redistribution of these toxic oligomers could facilitate the observed increase of pIRS1-Ser636 13, 14 . The data obtained from our experiments from the group of 3 month-old animals agree with previous studies, in which the levels of total IR remain unchanged until the age of 12 months in AD mouse models, thus indicating that the expression of IR is suppressed in later stages of the disease 36 . Additionally, observations from other studies suggested that reduced expression of IRS1 occurred after the age of 9 months in AD mice 37 .
Further evidence of impairment downstream of the pathway was demonstrated by inhibition of pAkt which lead to the activation of GSK-3β kinase, as suggested by the observed significant reduction of GSK-3β phosphorylation. The obtained data reinforce previous studies, according to which, neurons treated with exogenous Aβ exhibited similar effects 38 . Moreover, our experiments documented that decreased GSK-3β phosphorylation mice. Equal amounts of total protein were analysed on 7.5% SDS-PAGE gels and immunoblotted with primary antibodies against pTrkB and TrkB (A,B). Equal amounts of total protein from hippocampal soluble fractions from 3 month-old mice and primary cell supernatants were analysed on 16% SDS-PAGE gels and immunoblotted against BDNF (C,D). Graphs depict densitometric quantification of phosphorylated proteins normalized to their respective total protein levels. To ensure equal loading, membranes were re-probed against β-Actin. n = 4-6 (A), n = 5-6 (C), n = 3 (B), n = 4 (D). BDNF levels from primary supernatants were corrected against actin from their respective cell lysates. All data are presented as mean ± SEM (*p < 0.05, ***p < 0.001). Lanes were run on the same gel but were noncontiguous. Full-length images are presented in the Supplementary Information. which accompanies AD, was prevented both in vitro and in vivo in 5XFAD/TgMMP-9 mice, since unperturbed levels of pAkt and pGSK-3β kinases were observed. It appears then, that the presence of enhanced amounts of MMP-9 during development and early in life preserves normal function of the insulin survival pathway in our experimental animal model.
In order to address the significant increase of pIRS1-Tyr465 in 5XFAD/TgMMP-9 mice, we investigated whether MMP-9 can activate IRS1 by Tyrosine phosphorylation. Since MMP-9 did not alter the expression levels of IR or IRS1, we investigated modulation of IRS1 by other factors. Previous reports have demonstrated that in primary neurons IRS1 phosphorylation was linked to the PI3K/Akt pathway through the action of BDNF 39, 40 . Moreover, in previous studies by us and others it was demonstrated that MMP-9 mediated the conversion of pro-BDNF to mature BDNF 20, 29, 41 and that reduced BDNF expression was observed in 5XFAD mice at the age of 7 months 42 . In the experiments described herein, we observed decreased levels of BDNF in 3 month-old 5XFAD mice compared to the wild type. However, in 5XFAD/TgMMP-9 mice, BDNF was increased in both primary cultures and hippocampal extracts from 3 month-old animals. Increased BDNF levels lead to activation of BDNF receptor, TrkB, by phosphorylation. pTrkB was significantly enhanced in 5XFAD/TgMMP-9 compared to 5XFAD samples, thus leading to IRS1 activation. To further strengthen our hypothesis that MMP-9 exerts its action via BDNF increase, we treated neurons from 5XFAD mice with exogenous BDNF and observed enhanced activation of the pathway upstream, indicated by increased pIRS1-Tyr465 levels, as well as downstream, indicated by increased pGSK-3β levels, compared to untreated cells.
Furthermore, we examined whether MMP-9 overexpression directly interferes with the formation of Aβ oligomers which have been documented to lead to JNK activation. It was previously reported that accumulation of Αβ oligomers in the synaptic area resulted in JNK activation, which in turn lead to pIRS1-Ser636 phosphorylation were analyzed on 10% SDS-PAGE gels and immunoblotted with primary antibodies against pGSK-3β and GSK-3β. To ensure equal loading, membranes were re-probed against β-Actin. Graphs depict densitometric quantification of phosphorylated proteins normalized to their respective total protein levels. n = 3 (A) and n = 4 (B). All data are presented as mean ± SEM (*p < 0.05, **p < 0.01). and to insulin resistance 43 . Moreover, it was demonstrated that treatment of primary neuronal cultures with Aβ oligomers resulted in dose-dependent cell toxicity as a result of JNK phosphorylation 44 . Additionally, increased JNK phosphorylation was also observed in post-mortem brains of AD patients 45, 46 , as well as in an AD mouse model 47 . Our experiments also indicated significantly increased pJNK in 5XFAD mice, which in vitro, resulted in increased apoptosis compared to wild type mice. The observed increase in pJNK levels was accompanied, by significantly increased pIRS1-Ser636, both in vitro and in vivo. In contrast, pJNK levels were not altered in 5XFAD/ TgMMP-9 and TgMMP-9 mice compared to the wild type, which is in accordance with low pIRS1-Ser636 levels observed in these mice. This finding suggests that MMP-9 inhibited pIRS1-Ser636, in part by interfering with the formation of Aβ oligomers. Our previous results support the suggestion of an inhibitory effect of MMP-9 on Aβ formation, since we demonstrated that in aged, 7 month-old 5XFAD/TgMMP-9 mice, Aβ oligomers were significantly decreased compared to 5XFAD mice of the same age 29 . In this report, we examined the amount of Aβ oligomers in hippocampal soluble extracts from young, 3 month-old 5XFAD and 5XFAD/TgMMP-9 mice. Reduced levels of the 5-mer (20 kDa) amyloid peptide in 5XFAD/TgMMP-9 samples were observed compared to 5XFAD. Apparently then, MMP-9 interferes with the generation of Aβ oligomers during early stages of AD in our experimental model. This finding suggests that Aβ oligomers compromise insulin survival and adversely affect neuronal cell function as early as at the age of three months, before the manifestation of the AD symptoms. Figure 6 . Representative Western blots of protein samples from primary hippocampal cell lysates (A) and hippocampal homogenates from 3 month-old mice (C) of WT, 5XFAD, 5XFAD/TgMMP-9 and TgMMP-9 mice. Equal amounts of total protein were analysed on 7.5% SDS-PAGE gels and immunoblotted with primary antibodies against pJNK and JNK. To ensure equal loading, membranes were re-probed against β-Actin or β-Tubulin. Graphs depict densitometric quantification of phosphorylated proteins normalized to their respective total protein levels. (B) Representative images of primary hippocampal cultures of WT, 5XFAD, 5XFAD/TgMMP-9 and TgMMP-9 mice labelled with TUNEL staining. Apoptotic cells are depicted in red and cell nuclei with stained with DAPI are depicted in blue. Graph depicts apoptotic cell number relative to total cell number. Magnification 63x. Scale bar: 20 μm. (D) Equal amounts of total protein from hippocampal soluble fractions from 3 month-old 5XFAD and 5XFAD/TgMMP-9 mice were analysed on 16% SDS-PAGE gels and immunoblotted with primary antibody against human anti-6E10. n = 6-7 (A), n = 3 (B), n = 6-10 (C), n = 3 (D). All data are presented as mean ± SEM (*p < 0.05, **p < 0.01). Lanes were run on the same gel but were noncontiguous. Full-length images are presented in the Supplementary Information.
Overall, our results suggest that overexpression of MMP-9 prevents, at least in part, the impairment of the insulin survival pathway in vitro in primary hippocampal cell cultures of 5XFAD animals, as well as in vivo in young animals of the same genotype. To our knowledge, it is the first time that impairment of insulin survival pathway is been reported to occur early during development of AD in an experimental animal model. A proposed mechanism suggested by our data depicts a dual way of action of MMP-9: MMP-9 acts a) by reducing Aβ oligomers that activate the pro-apoptotic JNK which triggers IRS1-Ser636 phosphorylation and b) by facilitating IRS1-Tyr465 phosphorylation via increasing BDNF levels (Fig. 7) . This mechanism is further supported by the documented decrease of pJNK and increase of pAkt, pGSK-3β and pTrkB, both in vitro and in vivo, in 5XFAD/ TgMMP-9 samples, compared to their 5XFAD counterparts. We conclude that the presence of enhanced amounts of MMP-9 facilitates the unperturbed function of insulin-mediated survival, which is compromised during early stages of AD.
Methods
Experimental animals. 5XFAD and TgMMP-9 mice on a C57BL/6 background were used in all experiments. The generation of 5XFAD and TgMMP-9, respectively, has been previously reported 28, 48 . Briefly, 5XFAD mice co-express and co-inherit FAD mutant forms of human APP [Swedish (K670N, M671L), Florida (I716V) and London (V717I) mutation] and presenilin-1 (M146L; L286V) transgenes under the transcriptional control of the neuron-specific mouse Thy-1 promoter, whereas TgMMP-9 mice express the wild-type human pro-MMP-9 sequence under the transcriptional control of the neuron-specific promoter platelet-derived growth factor (PDGF)-β. 5XFAD and TgMMP-9 mice were both kept in a heterozygote state and for the generation of 5XFAD/ TgMMP-9 mice, TgMMP-9 female mice were crossed with 5XFAD male mice 29 . Age-matched wild type mice on the same background were used as controls.
Genotyping was performed by PCR analysis of tail DNA using primers specific for human MMP-9 gene (forward: 5′-GCACCACCACAACATCACCTAT-3′, reverse: 5′-AAACTGGATGACGATGTCTGCG-3′) and the human APP gene (forward 5′-GAATTCCGACATGACTCA-3′, reverse: 5′-GTTCTGCTGCATCTTGGACA-3′). PCR reactions were performed for 30 cycles at 95 °C for 1 min, 60 °C for 1 min and 72 °C for 1 min. All necessary reagents were purchased from Invitrogen (Carlsbad, CA, USA) and Nippon (Dueren, Germany). All animals Figure 7 . Proposed mechanism of neuroprotective action of MMP-9 in preventing Aβ-mediated impairment of the insulin survival pathway. Aβ oligomers generated during early stages of AD stimulate pro-apoptotic pathways, such as TNFR signaling, which activates JNK kinase, resulting in neuronal insulin resistance via IRS1-Ser636 phosphorylation and GSK-3β activation. MMP-9 protects, in part, by reducing Aβ amyloid peptide accumulation, thus blocking Aβ oligomeric-induced defects in insulin signaling. MMP-9 also provides an additional stimulus to insulin, by increasing BDNF levels. The latter binds to the TrkB receptor, inducing IRS1-Tyr465 phosphorylation and Akt activation, hence contributing to normal neuronal function.
were kept under standard conditions (24 °C, 12-h light/dark cycle, lights on at 8:00 AM), housed in mixed genotype groups and received food and water ad libitum. All animal procedures were performed in compliance with European legislation while they were approved by the Bioethical committee of the Bioscience and Application Institute of NCSR "Demokritos" and by the Hellenic Ministry of Rural Development and Food (Animal welfare assurance number: GR equivalent: EL25 BIO 019, 020, 022).
Primary hippocampal cultures and treatment with BDNF. Primary hippocampal cultures were established based on previously described protocols 49, 50 . Briefly, p0-3 postnatal mice were euthanized and their hippocampi were isolated. The tissue was enzymatically digested with Trypsin/EDTA 0.25%, 0.02% (Biochrom, Berlin, Germany) for 20 min at 37 °C. Trypsin was deactivated with Hibernate-A medium containing 10% fetal bovine serum (FBS) and the tissue was carefully rinsed several times with plain Hibernate-A to remove any traces of serum. After proper trituration, the cells were seeded on poly-D-lysine (Sigma-Aldrich, St. Louis, MO, USA) 24-well plates at a density of 350.000 cells per well, in a manner of two wells per animal of a different genotype. The cells were cultured at 37 °C, in humidified 5% CO 2 , 95% atmosphere in Neurobasal-A medium supplemented with 2% B-27, 0.5 mM Glutamax and 1% penicillin/streptomycin, until proper differentiation. The medium was half-replaced every 3 days. For immunofluorescence experiments, cells were plated on poly-D-lysine coverslips on a density of 50.000 cells per well. All primary culture media and supplements were purchased from ThermoFisher Scientific Inc. (Rockford, IL, USA). For the BDNF treatment, primary hippocampal cells isolated from wild type and 5xFAD mice were cultured until differentiation and were then treated with 100 ng/ml recombinant BDNF (R & D systems, Minneapolis, MN, USA) in complete Neurobasal-A medium for 30 minutes, prior to cell lysis and fixation.
Protein extraction. Primary hippocampal cells were lysed in RIPA buffer (Tris-HCl 50 mM, NaCl 150 mM, EDTA 1 mM, Na deoxycolate 0.25%, TritonX-100 1%, SDS 0.1%) containing a protease and phosphatase inhibitors cocktail (Roche, Mannheim, Germany). The lysates were incubated on ice for 1 hour and centrifuged for 15 minutes at 13.000 rpm at 4 °C. The supernatants were collected and the protein content was determined by the Bradford protein assay (ThermoFisher). 3 month-old animals of all four genotypes were euthanized and dissected hippocampi were homogenized with a mechanical pestle in RIPA buffer containing a protease and phosphatase inhibitor cocktail.
For the detection of soluble proteins, dissected hippocampi were initially homogenized in 5 volumes of ice-cold buffer (0.02 M Tris-HCl, pH 8.5) containing the same inhibitor cocktail and centrifuged for 1 hour at 47.000 rpm at 4 °C.
Immunoblotting. Equal amounts of protein from cell lysates and hippocampal homogenates were separated on 7.5 or 16% SDS-PAGE gels and transferred onto nitrocellulose membranes. Membranes were blocked with 5% non-fat milk, 0.1% Tween-20 in TBS for 1 hour at room temperature and incubated overnight at 4 °C with primary antibodies, anti-pIRS1-Ser636, anti-IRS1, anti-IR, anti-BDNF in dilution 1:500 (Santa Cruz Biotechnology, Santa Cruz, CA, USA), anti-pAkt, anti-Akt, anti-pGSK-3β, anti-GSK-3β, anti-pJNK, anti-JNK in dilution 1:1000 (Cell signalling Technology, Danvers, MA, USA) and anti-6E10 in dilution 1:1000 (BioLegend, San Diego, CA, USA), according to manufacturers' instructions. Membranes were washed in TBS/Tween-20 and incubated with horseradish peroxidase-conjugated secondary anti-rabbit and anti-mouse antibodies in dilution 1:1000 (GE healthcare, Buckinghamshire, UK) for 1 hour at room temperature. Blots were visualized with an ECL chemiluminescence substrate reagent kit (ThermoFisher).
Quantification of protein levels was performed by densitometry of the immunoreactive bands by ImageJ software (National Institutes of Health, Bethesda, MD, USA). Total protein levels of IR, IRS1, Akt, JNK, GSK-3β, 6E10 and BDNF were corrected by housekeeping β-Tubulin or β-Actin (Sigma-Aldrich) after re-probing. Quantification of phosphorylated protein levels was determined after normalization to their respective total protein levels.
Immunofluorescence. Primary hippocampal cells on coverslips were fixed with 4% Paraformaldehyde (PFA)/Phosphate Buffer Saline (PBS) for 20 min at room temperature, rinsed with PBS, permeabilized with 0.3% Triton X-100 for 10 min and blocked with 10% FBS in PBS for 2 hours at room temperature. Following that, cells were incubated overnight at 4 °C with primary antibody anti-pIRS1-Tyr465 (Santa Cruz) in dilution 1:200 and anti-NeuN (Merck Millipore, Temecula, CA, USA) in dilution 1:500 in 5% FBS in PBS and with secondary antibodies, anti-rabbit AlexaFluor594 and anti-mouse AlexaFluor488 (ThermoFisher) in 5% FBS in PBS for 1 hour at room temperature. For nuclei visualization cells were incubated with DAPI for 5 min. Finally, cells on coverslips were mounted with mounting medium (Dako, Denmark) and were observed with a Leica DFC-500 fluorescence microscope. For immunofluorescence 10-15 images were collected from 3 independent batches of culture of all four different genotypes. For the BDNF peptide treatment, cells were observed with a Leica TCS SP8 MP, inverted confocal microscope.
The acquired images were quantified by measuring the integrated density of each image corrected by the number of cells per frame with ImageJ software. Appropriate threshold was applied to all conditions. Immunohistochemistry. 3 month-old mice of all four genotypes were euthanized and their hemi-brains were isolated, rinsed in cold PBS and fixed in 4% PFA/PBS. Serial 50 μm thick brain sections were obtained, using Vibratome (Leica, VT1200S). Immunohistochemistry was performed using free-floating sections in cold PBS. Sections were blocked in 10% FBS, 0.3% Triton-X100/PBS for 2 hours at room temperature. The slices were incubated with anti-pIRS1-Tyr465 in dilution 1:100 and anti-NeuN in dilution 1:500, followed by incubation with anti-rabbit AlexaFluor594 and anti-mouse AlexaFluor488 in 5% FBS, 0.1% Triton-X100/PBS, as described in the immunocytochemistry section. Finally, sections were mounted in Dako mounting medium and were imaged Scientific RepoRts | 7: 683 | DOI:10.1038/s41598-017-00794-5 with a Bio-Rad (MRC 1024 ES) confocal microscope. The acquired images from the CA1 hippocampal area were quantified by measuring the integrated density of each image corrected by the number of cells per frame with ImageJ software. Appropriate threshold was applied to all conditions. TUNEL Assay. Apoptotic hippocampal neurons were detected using the In Situ Cell Death Detection Kit, TMR red (Roche) according to the manufacturer's protocol. Briefly, primary hippocampal neurons were fixed with 4% Paraformaldehyde (PFA)/Phosphate Buffer Saline (PBS) for 20 min at room temperature, rinsed with PBS and permeabilized with 3% Triton X-100 for 10 min. Next, cells were incubated with TUNEL reaction mixture for 1 hour at 37 °C. Cell nuclei were visualized with DAPI stain. Finally, cells on coverslips were mounted with Dako mounting medium and were observed with a Leica TCS SP8 MP, inverted confocal microscope. 6-8 images were collected from 3 independent batches of culture of all four different genotypes. Apoptosis was calculated with ImageJ software by measuring the number of labeled red cells relative to the total cell number.
Statistical Analysis. Data are presented as mean ± standard error of the mean (SEM). Three to four independent experiments were performed, with at least n = 3 per mouse genotype, specified for each set of experiments in the figure legends. For western blot experiments data were pooled from multiple membranes. Significance was defined as p < 0.05 by using a two-way ANOVA with Origin software (Origin Lab corporation, Northampton, MA, USA).
